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Abstract: Aberrant hyperactivation of nuclear factor erythroid 2 (NF-E2) p45-related factor 2 (NRF2)
is a common event in many tumour types and associates with resistance to therapy and poor patient
prognosis; however, its relevance in colorectal tumours is not well-established. Measuring the
expression of surrogate genes for NRF2 activity in silico, in combination with validation in patients’
samples, we show that the NRF2 pathway is upregulated in colorectal tumours and that high levels of
nuclear NRF2 correlate with a poor patient prognosis. These results highlight the need to overcome
the protection provided by NRF2 and present an opportunity to selectively kill cancer cells with
hyperactive NRF2. Exploiting the CRISPR/Cas9 technology, we generated colorectal cancer cell lines
with hyperactive NRF2 and used them to perform a drug screen. We identified AT9283, an Aurora
kinase inhibitor, for its selectivity towards killing cancer cells with hyperactive NRF2 as a consequence
to either genetic or pharmacological activation. Our results show that hyperactivation of NRF2 in
colorectal cancer cells might present a vulnerability that could potentially be therapeutically exploited
by using the Aurora kinase inhibitor AT9283.
Keywords: NRF2; colorectal cancer; drug screening
1. Introduction
The transcription factor NRF2 (nuclear factor erythroid 2 (NF-E2) p45-related factor 2, encoded by
NFE2L2) is the master regulator of oxidative stress responses, which allows adaptation and survival
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during stress conditions. In normal cells under nonstress conditions, NRF2 levels and activity are kept
low by its fast proteasomal degradation, which is principally facilitated by KEAP1 (a substrate adaptor
for a Cul3-based E3 ubiquitin ligase) [1,2]. Although NRF2 is a well-characterised cytoprotective
factor in normal cells, its sustained activation protects tumour cells against chemo- and radiation
therapies and promotes metabolic switches that support cell proliferation and tumour growth [3–7].
Sustained activation of the NRF2 pathway is mainly due to either loss-of-function (LOF) mutations in
KEAP1 [3,8] or gain-of-function (GOF) mutations in NFE2L2 [8,9]. This has been shown in a variety of
tumours [3,8]. Somatic mutations of NRF2/KEAP1 are particularly prevalent in lung adenocarcinoma
(LuAD) and squamous cell carcinoma (LuSCC) [8,10–12]. It is estimated that 34% LuSCC and 18%
of LuAD patients harbour mutations in NRF2 or KEAP1, which correlates with poor survival [11,13].
Additionally, aberrant activation of NRF2 in cancer cells also occurs through alternative mechanisms,
including the oncogene-induced transcription of NRF2 via KRAS, BRAF, MYC activation [14,15] or
epigenetic silencing of KEAP1 [16,17].
Altogether, this shows that the aberrant activation of the NRF2 pathway might be a common
pro-oncogenic event in many cancer types, and thus, the identification of ways to overcome the
protection provided by NRF2 is a desirable goal. Despite efforts to identify selective NRF2 inhibitors,
chemical inhibitors of NRF2 identified to date lack potency and/or specificity, and none have entered
clinical trials [18–23]. Furthermore, the safety of a systemic treatment with an NRF2 inhibitor for
patients is uncertain due to the critical cytoprotective role of NRF2 in normal cells and its important role
in the immune response [24–26]. An alternative way to overcome the NRF2-mediated aggressiveness
in cancer is to identify vulnerabilities associated with NRF2 hyperactivation. Since such an approach
is not expected to affect normal cells, it will be more specific and, consequently, safer than systemic
NRF2 inhibition.
In colorectal cancer, genetic alterations of KEAP1 or NFE2L2 are rare (less than 2%). The activation
of NRF2 in colorectal cancer has been shown to happen through at least two different mechanisms:
hypermethylation of the KEAP1 promoter and deubiquitination of NRF2 [16,27]. However, the actual
contribution of NRF2 to tumour development and therapeutic responses in colorectal cancer remains
unclear, with conflicting data regarding NRF2 levels, the relevance of its localisation and correlation
with prognosis [28–34]. Further, the use of potentially unspecific NRF2 antibodies [35] and the lack
of antibody validation for in immunohistochemistry analyses call the results of some studies into
question. This is in contrast with lung cancer, where, in addition to the existence of well-characterised
cell lines harbouring mutant hyperactive NRF2 (e.g., the lung cancer cell line A549), several models
have been developed to study NRF2 hyperactivation, and a number of associated vulnerabilities have
been identified by using KEAP1-deficient or loss-of-function mutant models [36–39]. In addition to
NRF2, KEAP1 also interacts with other proteins [40], but the number of studies addressing the role of
NRF2 hyperactivation in the presence of wild-type KEAP1 is limited.
To fill these gaps, in this study, we first investigated the activation of the NRF2 pathway and its
correlation with prognosis in colorectal tumours by performing a comprehensive in silico analysis.
The activation of NRF2 in colorectal tumours compared to matched normal tissue was then validated
in samples from patients. Furthermore, we generated isogenic colorectal DLD1 cell lines harbouring
gain-of-function (GOF) mutations in NRF2. Using this model, we screened a panel of 528 drugs for
their ability to kill DLD1 cells with hyperactive NRF2 whilst sparing DLD1 cells expressing “normal”
levels of NRF2. Remarkably, we found that DLD1 NRF2-GOF cells are more sensitive to a number
of Aurora kinase inhibitors compared to DLD1 control cells. Furthermore, we validated the best
hit from the drug screening, the Aurora kinase inhibitor AT9283, and showed that the genetic and
pharmacological activation of NRF2 increases the drug sensitivity to AT9283.
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2. Materials and Methods
2.1. Cell Culture
All DLD1 cell lines were grown in Dulbecco’s modified Eagle’s medium (DMEM) containing
10% Fetal Bovine Serum (FBS) at 37 ◦C and 5% CO2. The cell lines were validated by Short Tandem
Repeat (STR) profiling and were routinely tested to ensure that they were mycoplasma-negative.
CRISPR-edited NRF2 knockout (NRF2-KO) and NRF2 gain-of-function (NRF2-GOF) DLD1 cell lines
were produced as previously described [41].
2.2. Antibodies and Reagents
Antibody recognising NRF2 (D1Z9C) for Western blotting analyses was obtained from
Cell Signaling Technology (Danvers, MA, USA) and for immunohistochemistry (IHC) from
Santa Cruz Biotechnology (sc-365949) (Dallas, TX, USA). Anti-beta-actin antibody (C4) was
from Santa Cruz Biotechnology. Horseradish peroxidase (HRP)-conjugated secondary antibodies
were from Life Technologies (Carlsbad, CA, USA). AT9283 was purchased from ApexBio
Technology (Houston, TX, USA). Dimethyl sulfoxide (DMSO) was from Sigma-Aldrich (Dorset, UK).
R,S-sulforaphane (SFN) was purchased from LKT Laboratories (St. Paul, MN, USA). The (±)-TBE-31
and HB229 were kindly provided by Honda and Wells, respectively [42,43].
2.3. Quantitative Real-Time PCR (rt-qPCR)
The use of human tissues was approved by the Tayside Tissue Bank Research Ethics Committee,
a devolved subcommittee of the Tayside Committee on Medical Research Ethics.
RNA from tissue or cells was extracted using a RNeasy kit (QIAGEN, Hilden, Germany). RNA
was reverse-transcribed to cDNA using an Omniscript RT kit from QIAGEN (Hilden, Germany)
supplemented with a RNase inhibitor, according to the manufacturer’s instructions. The resulting
cDNA was analysed using TaqMan Universal Master Mix II (Life Technologies, Carlsbad, CA, USA).
Gene expression was determined using an Applied Biosystems 7300 real-time PCR system by the
comparative ∆∆CT method. All experiments were performed at least in triplicates, and data were
normalised to the housekeeping gene HPRT1 (in cells) or β-actin (in tissue). The primers used were
obtained from Thermo Fisher Scientific (Waltham, MA, USA) as follows: NQO1 (Hs00168547_m1),
AKR1B10 (Hs00252524_m1), NFE2L2 (Hs00975961_g1), HPRT1 (Hs02800695_m1) and β-actin
(Hs01060665_g1).
2.4. Focused Oxidative Stress Pathway Expression Analysis
The Human Oxidative Stress RT2 Profiler PCR Array (QIAGEN) profiled the expression of 84 genes
related to oxidative stress (ID 330231). The list of genes can be obtained from the QIAGEN webpage.
The analysis was performed in triplicates, including several internal controls and housekeeping genes,
and analysed using the QIAGEN in-house software (Software Version 2.0.4).
2.5. Cell Lysis Protocol and Western Blotting
Cells were washed and harvested in ice-cold phosphate-buffered saline (PBS), lysed in
Radioimmunoprecipitation assay buffer (RIPA) buffer and sonicated. Lysates were cleared by
centrifugation for 15 min at 4 ◦C. The supernatant was mixed with sodium dodecyl sulfate (SDS) sample
buffer and boiled for 5 min. Equal amounts of protein were separated by SDS-PAGE (polyacrylamide
gel electrophoresis), followed by semi-dry blotting to a polyvinylidene difluoride membrane (PVDF,
Thermo Fisher Scientific). After blocking of the membrane with 5% (w/v) Tris buffered saline with
Tween 20 (TBST) nonfat dry milk, primary antibodies were added. Appropriate secondary antibodies
coupled to horseradish peroxidase were detected by enhanced chemiluminescence using Clarity™
Western ECL (enhanced chemiluminescent) Blotting Substrate (Bio-Rad, Hercules, CA, USA).
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2.6. Drug Screening
Drug sensitivity and resistance testing (DSRT) [44] was performed on DLD1 NRF2 wild-type
(WT) and GOF cell lines in collaboration with The FIMM High-Throughput Biomedicine Unit at
the University of Helsinki (Helsinki, Finland). The compound library included 528 substances
consisting of conventional chemotherapeutics and a broad range of targeted oncology compounds.
The compounds were dissolved in dimethyl sulfoxide or water and dispensed on 384-well plates
(Corning, Corning, NY, USA). Each compound was plated at 5 concentrations covering a 10,000-fold
concentration range. The cells were incubated with the compounds, and after 72 h, cell toxicity and
viability were measured with CellToxGreen and CellTiter-Glo assays, respectively (Promega, Fitchburg,
WI, USA) using a Pherastar FS (BMG Labtech, Offenburg, Germany) plate reader. The data were
normalised to negative control wells (dimethyl sulfoxide only) and positive control wells containing
100-µM benzethonium chloride, which effectively kills all cells using a Breeze analysis pipeline [45].
To assess quantitative drug profiles for each sample, we calculated a drug sensitivity score (DSS) based
on the measured dose-response curves [46]. DSS is an integrative and robust drug response metric
based on the normalised area under the curve, which considers all four curve-fitting parameters in the
logistic model. The complete screening data is available in Supplementary Tables S1–S4.
2.7. Cell Viability Assays
Cells were seeded at a density of 2000 cells/well in 96-well plates, using three to five replicates
for each treatment condition. On the next day, cells were treated with either 0.1% DMSO or different
concentrations of AT9283 ranging from 10 nM to 10,000 nM. Treated cells were incubated for five days
at 37 ◦C.
Alamar Blue: Cell viability was determined by adding 20 µL of Alamar blue dye (Thermo Fischer
Scientific) to 200 µL of cell growth medium (DMEM). The plates were incubated with the dye for 3–6 h
at 37 ◦C, and the fluorescence (excitation at 570 nm and emission at 585 nm) was determined using a
standard plate reader.
Crystal Violet: Media was removed from plate wells and cells washed with PBS. Cells were fixed
using cold 4% paraformaldehyde (PFA) and kept on ice for twenty minutes. PFA was discarded,
and after washing with PBS, cells were incubated with 0.1% crystal violet at room temperature.
Twenty minutes later, crystal violet was removed, and the wells rinsed multiple times with dH2O,
until no blue dye could be seen in the rinse. Plates were then left to dry at room temperature before
adding 10% acetic acid. Absorbance was read at 590–600 nm.
2.8. In Silico Quantification of the NRF2 Activity in Colon and Rectal Tumours
To quantify in silico the NRF2 activity, we used the gene expression profiles of colon carcinoma
and rectal carcinoma tissues and of their normal counterparts obtained from the TCGA (The Cancer
Genome Atlas Program) project as harmonised datasets. Specifically, the first dataset was composed
of 478 primary tumours and 41 normal tissues, whereas the latter of 166 primary tumours and
10 normal tissues. Their gene expression data were downloaded as fragments per kilobase per
million mapped reads (FPKM) normalised expressions using the TCGAbiolinks package [47] (version
2.15.3) in R 3.5.0 (https://cran.r-project.org/). When present, multiple Ensembl IDs matching the same
gene symbol were collapsed to their median gene expression. The differential activity of NRF2 in
tumour and normal tissues was tested using the NRF2 target gene NQO1 and the combined use
of five well-known NRF2 validated target genes (“5-gene signature”). Additionally we also tested
(a) a gene set formed by 32 direct NRF2 targets (“NRF2 multi-tumour” [48]) identified in bladder
urothelial carcinoma, lung squamous cell carcinoma, head-neck squamous cell carcinoma and uterine
corpus endometrial carcinoma and (b) a signature formed by 20 NRF2 target genes identified in lung
cancer cells (“NRF2 lung” [49]). Signature scores for each gene set were obtained summarising the
standardized expression levels of the signature genes into a combined score with a zero mean [50].
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Differences between signature scores in tumour and normal samples were calculated using a Welch’s
t-test in R.
2.9. Immunohistochemistry
Immunohistochemistry was performed to assess the protein levels of NRF2 using the anti-NRF2
antibody from Santa Cruz (sc-365949) on a previously constructed tissue microarray (TMA) consisting
of 356 patients who underwent elective, potentially curative, resection for stage I-IV colorectal cancer
between 1997 and 2007 from Glasgow Royal Infirmary, Western Infirmary Glasgow and Stobhill
Hospital (Glasgow, UK). The selection criteria excluded patients who had neoadjuvant therapy,
died within 30 days of surgery or had metastasis. Local ethical approval was obtained from the
West of Scotland Research Ethics Committee (16/ws/0207; 14/03/2017), and tissue for this analysis was
obtained from the National Health Service Greater Glasgow and Clyde Tissue Biorepository (number
416; 10/10/2017) (Glasgow, UK).
Antibody specificity was confirmed using cell pellets prepared from WT and NRF2-GOF DLD1
cells. TMA sections (2.5 µm) were dewaxed by immersion in Histoclear, then rehydrated using
a series of alcohols. Heat-induced antigen retrieval was performed in a solution of Tris-EDTA
(ethylenediaminetetraacetic acid) pH9; after which, the sections were incubated in 3% hydrogen
peroxide. Nonspecific binding was blocked by incubation in 1.5% normal horse serum before being
incubate with NRF2 antibody (1:100) overnight at 4 ◦C. Staining was visualised with ImmPress
and 3,3′-diaminobenzidine (DAB) (both Vector Laboratories, Peterborough PE26XS, UK). Tissue was
counterstained using Harris haematoxylin before being dehydrated and mounted using DPX (dibutyl
phthalate in xylene).
The stained TMA sections were scanned using Hamamatsu NanoZoomer (Welwyn Garden City,
Hertfordshire, UK) at 20x magnification. Visualisation was carried out using Slidepath Digital Image
Hub version 4.0.1 (Slidepath, Leica Biosystems, Milton Keynes, UK). The weighted histoscore method
was employed to assess the protein expression by observer 1 (AR), with each protein being scored by
a second independent observer (JE) who scored 10% of all tumours to ensure consistency across the
study. Interclass correlation coefficients of greater than 0.8 were deemed acceptable and Bland Altman
plots carried out to ensure no scoring bias. All observers were blinded to the clinical and pathological
characteristics. Histoscores were calculated using the following formula: Total score = (% of unstainted
tumor cells × 0) + (% of weakly stained tumor cells × 1) + (% of moderately stained tumor cells × 2) +
(% of strongly stained tumor cells ×3), giving a range of 0 (minimum) to 300 (maximum). The results
were considered discordant if the histoscores differed by more than 50. Cytoplasmic and nuclear
expressions were calculated separately.
3. Results and Discussion
3.1. Analysis of the Status of the NRF2 Pathway in Colorectal Tumours
To investigate the status of NRF2 activity in colorectal tumours, we first interrogated large
databases of publicly available gene expression data from the TCGA project. Considering that the
NRF2 pathway is mainly activated by NRF2 stabilisation, NRF2 mRNA levels do not capture the status
of NRF2 activity. Therefore, and as there are no NRF2 transcriptional signatures validated in colorectal
tumours, we used well-known NRF2 target genes as surrogates for NRF2 activity: the prototypical
NRF2 target gene NQO1, which is often used as a surrogate for NRF2 activity, and, also, a combination
of five well-characterised and validated NRF2 target genes: NQO1, GPX2, TXNRD1, GCLC and GCLM
(all these genes were upregulated in our in vitro model of colorectal NRF2-GOF cells). We found that
both NQO1 and the combined NRF2 target genes were significantly enriched in colon tumours and
rectal tumours when compared with normal tissue (Figure 1A), suggesting that the NRF2 pathway is
activated in colorectal tumours. Additionally, we also tested two validated NRF2 signatures identified
in other tumour types (Supplementary Figure S1A): (a) a NRF2 signature identified in bladder urothelial
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carcinoma, lung squamous cell carcinoma, head-neck squamous cell carcinoma and uterine corpus
endometrial carcinoma [48] and (b) a NRF2 signature identified in lung cancer cells [49]. While the
NRF2 lung cancer signature was not enriched in either dataset, the NRF2 multi-tumour signature
was significantly upregulated in colon but not in rectal. Our data highlight the importance of the
identification and validation of a NRF2 signature specific for colorectal tumours, as signatures from
other tumour types might not be relevant.
To validate these in silico data, but restricted by the amount of material available, we compared
the NQO1 mRNA levels (as a surrogate for NRF2 activity) of nine chemo-naïve colorectal tumours and
matched normal tissue samples (Figure 1B). Eight out of the nine sample pairs displayed significantly
higher levels of NQO1 in the tumours compared to their corresponding matched normal tissue,
supporting our in silico data.
The next important question to answer was whether, similar to other cancer types,
NRF2 hyperactivation correlates with a poor prognosis in colorectal cancer. To directly address
this question, we analysed the protein levels of NRF2 on a tissue microarray (TMA) containing samples
from 365 colorectal cancer patients and their association with prognosis. We tested the specificity of
two different antibodies against human NRF2 in formalin-fixed paraffin-embedded (FFPE) cell pellets
of NRF2-GOF and NRF2-KO DLD1 cells (see cell validation for NRF2-GOF DLD1 cells in Figure 2
and for NRF2-KO DLD1 cells [41]). First, we compared the intensity of the IHC staining of NRF2-KO
versus NRF2-GOF cells using the NRF2 antibody 62,352 from Abcam (Cambridge, UK), which has
been previously used in human colorectal tissue [51,52]. However, there was no differential intensity
between the NRF2-KO and NRF2-GOF DLD1 cells, suggesting that the antibody was not specific
to NRF2 (Supplementary Figure S1B, upper panels). We then validated the specificity of a second
NRF2 antibody (sc-365949, Santa Cruz), which showed an intense nuclear signal in NRF2-GOF and
no staining of NRF2-KO cells (Supplementary Figure S1B, lower panels). Using the data obtained
from Santa Cruz antibody IHC staining (antibody validation shown in Supplementary Figure S1B,C),
we analysed whether nuclear NRF2 levels (and, thus, the transcriptionally active population) impact
the survival of colorectal cancer patients. Indeed, high protein levels of nuclear NRF2, correlated with
a decreased survival of colorectal cancer patients (p = 0.041) (Figure 1C), with a mean difference in
cancer-specific survival of 17 months between those patients with high NRF2 expressions versus those
with low NRF2 expressions. In addition, nuclear NRF2 levels significantly correlated with both the
proliferation index and defective DNA mismatch repair (MMR) status but not with other studied
clinical factors (Supplementary Figure S1C).
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Figure 1. Relevance of the nuclear factor erythroid 2 (NF-E2) p45-related factor 2 (NRF2) pathway in 
colorectal tumours in vivo. (A) Bioinformatic analysis of the expression of various NRF2 target genes 
in normal and tumour tissues. The activity of NRF2 in colon (upper row) and rectal (lower row) 
cancers (T) and normal (N) tissues of the TCGA project was assessed through the expression of the 
NRF2 target genes NQO1 (left) and through the combined score from the expression of NQO1, GPX2, 
TXNRD1, GCLC and GCLM (right). p: p-value of the Welch’s t-test. (B) NQO1 expression in matched 
normal and tumour colorectal tissue quantified using real-time PCR. Figures show the combined data 
(upper panel) or individual patients (lower panel). The data were normalised using β-actin as an 
internal control. Data represent means ± SD (n = 9). The differences between the tumour and the 
normal tissue for NQO1 were statistically significant (paired t-test analysis) (* p = 0.0401). (C) Kaplan-
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Figure 1. Relevance of the nuclear factor erythroid 2 (NF-E2) p45-related factor 2 (NRF2) pathway in
colorectal tumours in vivo. (A) Bioinformatic analysis of the expression of various NRF2 target genes in
normal and tumour tissues. The activity of NRF2 in colon (upper row) and rectal (lower row) cancers
(T) and normal (N) tissues of the TCGA project was assessed through the expression of the NRF2 target
genes NQO1 (left) and through the combined scor from the xpression of NQO1, GPX2, TXNRD1,
GCLC and GCLM (right). p: p-value of the Welch’s t-tes . (B) NQO1 expression in matched normal
and tumour colorectal tissue quantified using real-time PCR. Figures show the combined data (upper
panel) or individual patients (lower panel). The data were normalised using β-actin as an internal
control. Data represent means ± SD (n = 9). The differences between the tumour and the normal tissue
for NQO1 were statistically significant (paired t-test analysis) (* p = 0.0401). (C) Kaplan-Meier plots
showing differential cancer-specific survival for colorectal patients with high or low nuclear NRF2
levels (p = 0.041).
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Figure 2. Validation of a new colorectal cancer NRF2-GOF (gain-of-function) in vitro model. (A) 
Schematic representation of the NRF2 domains and the sequencing on the NRF2-GOF clones. (B) 
Isogenic NRF2-WT (wild-type) and NRF2-GOF DLD1 cell lines were treated with either DMSO (−) or 
with 5 μM of sulforaphane (SFN) (+) for 3 h, and the protein levels of NRF2 were compared. (C) The 
mRNA levels for NQO1 in the indicated cell lines treated with dimethyl sulfoxide (DMSO) or with 5 
μM of SFN for 16 h were quantified using real-time PCR. The data were normalised using β-actin as 
an internal control. Data represent means ± SD (n = 3) and are expressed relative to the WT DMSO 
cells. ** p ≤ 0.01. (D) Representation of the differential expression of oxidative stress-related genes in 
NRF2 WT versus NRF2-GOF. Highlighted either in red (upregulated) or in green (downregulated) 
are genes with more than 2-fold changes; only those with p-values < 0.05 were labelled (n = 3). 
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(A) Schematic representation of t e 2 domains and the seque cing on the NRF2-GOF clones.
(B) Isogenic NRF2-WT (wild-type) and NRF2-GOF DLD1 cell lines were treated with either DMSO (−)
or with 5 µM of sulforaphane (SFN) (+) for 3 h, and the protein levels of NRF2 were compared. (C) The
mRNA levels for NQO1 in the indicated cell lines treated with dimethyl sulfoxide (DMSO) or with
5 µM of SFN for 16 h were quantified using real-time PCR. The data were normalised using β-actin as
an internal control. Data represent means ± SD (n = 3) and are expressed relative to the WT DMSO
cells. ** p ≤ 0.01. (D) Representation of the differential expression of oxidative stress-related genes in
NRF2 WT versus NRF2-GOF. Highlighted either in red (upregulated) or in green (downregulated) are
genes with more than 2-fold changes; only those with p-values < 0.05 were labelled (n = 3).
Our data suggest that the NRF2 pathway is in fact activated in colorectal tumours, leading to
poorer patient prognosis.
3.2. Generation and Validation of a New Colorectal Cancer NRF2-GOF Cell-Based Model
To generate a colorectal cancer cell-based model that allows us to study the effects of the constitutive
activation of NRF2, we used the CRISPR/Cas9 system to generate isogenic stable cell lines. We designed
a single guide RNA (sgRNA) that targets the DLG motif of endogenous NRF2. This motif is one of
the two KEAP1-binding motifs within NRF2, and thus, its deletion disrupts the functional interaction
between NRF2 and KEAP1. Cas9-mediated DNA cleavage may result in out-of-frame DNA repair,
leading to NRF2-KO clones. However, most of the cell clones in which the DNA is repaired in-frame will
result in NRF2-GOF clones (as described in [41]) due to a mutation or deletion of the KEAP1-binding
sequence. These gain-of-function (GOF) deletions would functionally resemble some of the NRF2
mutations found in tumours [5,9,13].
To characterise the genetic alterations introduced by CRISPR into the DLD1 NRF2 GOF cell lines,
we sequenced a single cell-derived clone (Figure 2A). The sequencing showed that one of the NFE2L2
alleles was repaired in-frame, but the DLG motif was deleted, while the ETGE motif remained intact.
The second allele was null for NRF2 expression, as it was not repaired in-frame, which led to an early
stop codon. The resulting phenotype showed an activation of the NRF2 pathway, as demonstrated by
the increased protein levels of NRF2 (Figure 2B) and the correspondingly higher mRNA levels of the
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target gene NQO1 (Figure 2C); notably, these levels were much higher than those induced in response to
the pharmacological NRF2 activator sulforaphane (SFN). A pathway-focused gene expression analysis
for 86 antioxidant genes in NRF2-GOF versus NRF2-WT DLD1 cell lines (Figure 2D) further confirmed
the upregulation of well-established NRF2 target genes. Using the same gRNA, we generated an
isogenic NRF2-KO cell line and compared the mRNA levels of NQO1 and AKR1B10 of NRF2-WT,
NRF2-KO and NRF2-GOF cells (Supplementary Figure S2). The mRNA data suggests that the gRNA
used in this study is selective for the NFE2L2 gene locus; hence, the phenotypes observed are not due
to off-target effects.
Altogether, using the CRISPR/Cas9 system, we generated stable DLD1 cells harbouring the
constitutive activation of NRF2 by truncating one of the domains required for KEAP1 binding. This cell
line might be used as a tool to characterise the consequences of NRF2 activation in colorectal cancer.
3.3. Drug Screening
To identify drugs with selective cytotoxicity against colorectal cancer cells harbouring hyperactive
NRF2, we used our newly generated cell-based model. We tested the cytotoxicity potential of 528 drugs
(158 approved drugs, 285 investigational and 85 probes) in DLD1 cells with hyperactive NRF2
(NRF2-GOF) over DLD1 control cells (NRF2-WT). Two different analyses were performed to evaluate
the cytotoxic potential of these drugs, including a cell viability assay (namely CellTiter-Glo, CTG) and
cytotoxicity assay (CellTox-Green, CTX).
From this screen, the drug sensitivity score (DSS), which is an integrative and robust drug response
metric based on the normalised area under the curve (see Materials and Methods), was obtained.
Only compounds that had a difference in DSS between NRF2-GOF and NRF2-WT higher that five in
both analyses were considered positive hits. This analysis identified the Aurora kinase inhibitor AT9283
as the top candidate with selectivity against NRF2-GOF DLD1 cells (Figure 3A,B and Supplementary
Figure S3A,B). AT9283 is a synthetic small heterocyclic molecule that potently inhibits several kinases,
including Aurora A (3 nM), Aurora B (3 nM), JAK2 (1.2 nM), JAK3 (1.1 nM) and Abl (4.0 nM,
T315I) [53]. Importantly, Alisertib, a well-characterised Aurora A kinase inhibitor, also displayed
an increased selectivity against NRF2-GOF compared to the DLD1 control cells in both analyses
performed (Figure 3A). Other Aurora kinase inhibitors tested, including Tozasertib and Danusertib,
were significantly more potent against NRF2-GOF DLD1 cells in one of the analysis performed. The drug
screen also included other known Aurora kinase inhibitors (TAK 901, ENMD 2076, AZD A552-HQPA
and MK-8745) that, although they did not pass the set threshold, displayed a selective trend against
NRF2-GOF cells. Altogether, these analyses suggest that AT9283 selectively kill DLD1 cells harbouring
NRF2 hyperactivation through the inhibition of Aurora kinases.
AT9283 showed antimyeloma, antilymphoma, antileukaemia and anticolorectal cancer activity in
preclinical studies [54–59], and its safety and efficacy against myeloma, lymphoma and leukaemia
has been tested in various Phase I and II clinical trials [60–66]. Therefore, we focused our subsequent
studies on AT9283.
3.4. Validation of the Selectivity of AT9283 against Active NRF2
To validate the top hit from the screen, we tested the effect of AT9283 on the viability of NRF2-WT
and NRF2-GOF DLD1 cells after three days, using the Alamar blue assay as the readout (Figure 4A).
This assay confirmed the increased (by ~10-fold) sensitivity of the NRF2-GOF compared to NRF2-WT
cells: AT9283 had a half maximal inhibitory concentration (IC50) of 28 nM in NRF2-GOF cells versus
an IC50 of 320 nM in NRF2-WT cells. We further confirmed the effects of AT9283 on cell survival
using crystal violet staining, an ATP (adenosine triphosphate)-independent assay (Supplementary
Figure S4A), and, also, CellTiter-Glo, a luminescent ATP-dependent assay (Supplementary Figure S4B).
In both cases, the cells were incubated for five days with the drugs, and thus, the reduced sensitivity
was observed.
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Figure 3. Synthetic lethality drug screening. (A) Scatter plots showing the drug sensitivity score (DSS)
values of the Aurora kinase inhibitor compounds in the screening panel in DLD1 WT and GOF cells for
(upper panel) cell viability (CellTiter-Glo, CTG) and for (lower panel) cell toxicity (CellTox Green, CTX)
readouts. Labels show only Aurora kinase inhibitors. (B) Key drug response parameters of AT9283
in both WT and NRF2-GOF DLD1 cells are shown. TC50 (half-maximal toxic concentration), EC50
(half-maximal effective concentration), AUC (area under the curve) and DSS (drug sensitivity score).
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Figure 4. Validation of the selectivity of AT9283 against active NRF2. (A) NRF2-WT and GOF DLD1
cells were exposed to increasing concentrations of AT9283, as indicated. After three days, cell viability
was measured using Alamar blue. Data represent means ± SD (n = 4) and are expressed relative to the
DMSO control, which was set as 100%. (B) Upper panel: DLD1 cells were pretreated with the indicated
concentrations of NRF2 inducers or with DMSO, as indicated. After 24 h, fresh media with either
DMSO or 80-nM or 200-nM AT9283 was added, and NRF2 inducers were replenished. On the next day,
the NRF2 inducers were added again, and 24 h later, the cell viability was measured using Alamar
blue (n = 3). The viability of all control cells (without AT9283) were set as 100%. Lower panel: The cell
viability of control cells (without AT9283) treated with the different NRF2 inducers is shown. * p ≤ 0.05,
** p ≤ 0.01, *** p ≤ 0.001, **** p ≤ 0.0001.
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This analysis showed that AT9283 successfully “discriminates” between cell lines based on their
NRF2 activity, with cells with high levels of NRF2 activity (GOF) having an increased sensitivity
to AT9283.
To evaluate the potential therapeutic value of this selectivity against cells with high levels of
NRF2, and to further ensure that the observed effect is dependent on NRF2 activation and is not a
consequence of clonal artefacts, we tested whether the selective cytotoxicity could be recapitulated
by using pharmacological NRF2 activation. For this, we compared the effect on the viability of
NRF2-WT cells of three NRF2 activators that differ in potency and mechanism of action. Sulforaphane
(SFN) and TBE31 are two well-characterised electrophilic compounds that react with cysteine sensors
(primarily C151) of KEAP1, impairing its ability to target NRF2 for degradation [66]. By contrast,
HB229 is a nonelectrophilic small molecule that disrupts the KEAP1–NRF2 protein complex [43].
When NRF2-WT cells were treated with the NRF2 activators, we observed a significant sensitisation
towards the toxicity of AT9283 (Figure 4B, upper panel). Critically, the effect on cell viability was
completely dependent on AT9283 acting together with the NRF2 activator, as, at these concentrations,
neither AT9283 (Figure 4A,B) nor any of the NRF2 activators by themselves (Figure 4B, lower panel)
affected the viability of the cells. Of note, the sensitisation obtained with the pharmacological activation
of NRF2 was not as dramatic as the one observed with genetic activation. This is consistent with
the fact that the magnitude of the pharmacological activation of the pathway (measured by NQO1
levels) is significantly lower than that obtained with genetic modulation (Figure 2C and Supplementary
Figure S4C). Nevertheless, these results demonstrate that, similar to the genetic, the pharmacological
activation of NRF2 also sensitises DLD1 cells towards AT9283-mediated killing and further suggests
that AT9283 could be used in combination with an NRF2 activator to sensitise cells with normal
NRF2 levels.
4. Conclusions
In conclusion, we showed that, similar to other cancer types, NRF2 is hyperactivated in colorectal
tumours, which correlates with a poor prognosis. Furthermore, using a new model of a colorectal cancer
cell line with hyperactive NRF2, we identified a family of compounds (Aurora kinases inhibitors) and,
especially, the kinase inhibitor AT9283 for its selectivity against colorectal cancer cells with hyperactive
NRF2. Our study presents proof of concept data that the use of in vitro models of hyperactive NRF2
can identify drugs with specificity against cells with high NRF2 levels. This could have clinical
relevance for the treatment of tumours with hyperactive NRF2, as well as tumours with normal NRF2,
when combined with a pharmacological NRF2 activator. Further characterisation of this preferential
selectivity in other tumour types and in in vivo models is necessary to confirm the clinical potential of
this approach.
Supplementary Materials: The following are available online at http://www.mdpi.com/2218-273X/10/10/1365/s1:
Figure S1: Bioinformatic analysis of the expression of two validated NRF2 transcriptional signatures in normal
and tumour tissue., Figure S2: The mRNA levels for NQO1 and AKR1B10 in the different cell lines were quantified
using real-time PCR, Figure S3: Scatter plots showing drug sensitivity score (DSS) values of DLD1 WT and GOF
cells with cell viability (CellTiter Glo, CTG, upper panel) and of cell toxicity (CellTox Green, CTX, lower panel)
readouts. and Figure S4: NRF2-WT and GOF DLD1 cells were exposed to increasing concentrations of AT9283
as indicated. Supplementary Table S1: Quality Control all plates, Table S2: Raw Data, Table S3: Cell viability
complete screening, Table S4: Cell cytotoxicity complete screening.
Author Contributions: L.T., G.M., L.C., E.K., J.Q., A.J. and Y.Z. conducted the experiments. A.O.R. and J.E.
performed the histological assessment of the CRC specimens. A.G. and S.B. conducted the bioinformatic analysis.
L.T., G.M., E.K., A.O.R., J.E., J.S. and L.C. were responsible for the initial data analysis, figure preparation and
statistical analysis. L.d.l.V. and A.T.D.-K. had a leading contribution in the design of the study and an active
role in the discussion and interpretation of the whole dataset. L.d.l.V. wrote the original draft of the manuscript.
A.T.D.-K., J.S., J.Q., J.E., A.G., S.B. and L.T. reviewed and edited the manuscript. Funding acquisition: L.d.l.V.
All the authors take full responsibility for the work. All authors have read and agreed to the published version of
the manuscript.
Funding: This work was supported by the Medical Research Institute of the University of Dundee, Cancer Research
UK (C52419/A22869 and C20953/A18644) (L.d.l.V., A.J. and A.T.D.-K.); Ninewells Cancer Campaign (L.T.) and
Biomolecules 2020, 10, 1365 13 of 16
Tenovus Scotland (T18/07) (L.C.). The FIMM High-Throughput Biomedicine Unit is financially supported by the
University of Helsinki and Biocenter Finland.
Acknowledgments: We thank Tadashi Honda, Geoff Wells and Gillian Smith for providing reagents for the study.
Conflicts of Interest: The authors declare no competing interests.
References
1. McMahon, M.; Itoh, K.; Yamamoto, M.; Hayes, J.D. Keap1-dependent proteasomal degradation of
transcription factor Nrf2 contributes to the negative regulation of antioxidant response element-driven gene
expression. J. Biol. Chem. 2003, 278, 21592–21600. [CrossRef]
2. Ohta, T.; Iijima, K.; Miyamoto, M.; Nakahara, I.; Tanaka, H.; Ohtsuji, M.; Suzuki, T.; Kobayashi, A.; Yokota, J.;
Sakiyama, T.; et al. Loss of Keap1 function activates Nrf2 and provides advantages for lung cancer cell
growth. Cancer Res. 2008, 68, 1303–1309. [CrossRef] [PubMed]
3. Homma, S.; Ishii, Y.; Morishima, Y.; Yamadori, T.; Matsuno, Y.; Haraguchi, N.; Kikuchi, N.; Satoh, H.;
Sakamoto, T.; Hizawa, N.; et al. Nrf2 enhances cell proliferation and resistance to anticancer drugs in human
lung cancer. Clin. Cancer Res. Off. J. Am. Assoc. Cancer Res. 2009, 15, 3423–3432. [CrossRef] [PubMed]
4. Kim, Y.R.; Oh, J.E.; Kim, M.S.; Kang, M.R.; Park, S.W.; Han, J.Y.; Eom, H.S.; Yoo, N.J.; Lee, S.H. Oncogenic
NRF2 mutations in squamous cell carcinomas of oesophagus and skin. J. Pathol. 2010, 220, 446–451.
[CrossRef] [PubMed]
5. Mitsuishi, Y.; Taguchi, K.; Kawatani, Y.; Shibata, T.; Nukiwa, T.; Aburatani, H.; Yamamoto, M.; Motohashi, H.
Nrf2 redirects glucose and glutamine into anabolic pathways in metabolic reprogramming. Cancer Cell 2012,
22, 66–79. [CrossRef]
6. Hiebert, P.; Wietecha, M.S.; Cangkrama, M.; Haertel, E.; Mavrogonatou, E.; Stumpe, M.; Steenbock, H.;
Grossi, S.; Beer, H.D.; Angel, P.; et al. Nrf2-Mediated Fibroblast Reprogramming Drives Cellular Senescence
by Targeting the Matrisome. Dev. Cell 2018, 46, 145–161.e110. [CrossRef]
7. Lawrence, M.S.; Stojanov, P.; Mermel, C.H.; Robinson, J.T.; Garraway, L.A.; Golub, T.R.; Meyerson, M.;
Gabriel, S.B.; Lander, E.S.; Getz, G. Discovery and saturation analysis of cancer genes across 21 tumour types.
Nature 2014, 505, 495–501. [CrossRef]
8. Shibata, T.; Ohta, T.; Tong, K.I.; Kokubu, A.; Odogawa, R.; Tsuta, K.; Asamura, H.; Yamamoto, M.; Hirohashi, S.
Cancer related mutations in NRF2 impair its recognition by Keap1-Cul3 E3 ligase and promote malignancy.
Proc. Natl. Acad. Sci. USA 2008, 105, 13568–13573. [CrossRef]
9. Singh, A.; Misra, V.; Thimmulappa, R.K.; Lee, H.; Ames, S.; Hoque, M.O.; Herman, J.G.; Baylin, S.B.;
Sidransky, D.; Gabrielson, E.; et al. Dysfunctional KEAP1-NRF2 interaction in non-small-cell lung cancer.
PLoS Med. 2006, 3, e420. [CrossRef]
10. Solis, L.M.; Behrens, C.; Dong, W.; Suraokar, M.; Ozburn, N.C.; Moran, C.A.; Corvalan, A.H.; Biswal, S.;
Swisher, S.G.; Bekele, B.N.; et al. Nrf2 and Keap1 abnormalities in non-small cell lung carcinoma and
association with clinicopathologic features. Clin. Cancer Res. Off. J. Am. Assoc. Cancer Res. 2010, 16,
3743–3753. [CrossRef]
11. Cancer Genome Atlas Research N. Comprehensive genomic characterization of squamous cell lung cancers.
Nature 2012, 489, 519–525. [CrossRef] [PubMed]
12. Sasaki, H.; Suzuki, A.; Shitara, M.; Hikosaka, Y.; Okuda, K.; Moriyama, S.; Yano, M.; Fujii, Y. Genotype analysis
of the NRF2 gene mutation in lung cancer. Int. J. Mol. Med. 2013, 31, 1135–1138. [CrossRef] [PubMed]
13. DeNicola, G.M.; Karreth, F.A.; Humpton, T.J.; Gopinathan, A.; Wei, C.; Frese, K.; Mangal, D.; Yu, K.H.;
Yeo, C.J.; Calhoun, E.S.; et al. Oncogene-induced Nrf2 transcription promotes ROS detoxification and
tumorigenesis. Nature 2011, 475, 106–109. [CrossRef] [PubMed]
14. Rojo, A.I.; Rada, P.; Mendiola, M.; Ortega-Molina, A.; Wojdyla, K.; Rogowska-Wrzesinska, A.; Hardisson, D.;
Serrano, M.; Cuadrado, A. The PTEN/NRF2 axis promotes human carcinogenesis. Antioxid. Redox Signal.
2014, 21, 2498–2514. [CrossRef]
15. Hanada, N.; Takahata, T.; Zhou, Q.; Ye, X.; Sun, R.; Itoh, J.; Ishiguro, A.; Kijima, H.; Mimura, J.; Itoh, K.;
et al. Methylation of the KEAP1 gene promoter region in human colorectal cancer. BMC Cancer 2012, 12, 66.
[CrossRef]
Biomolecules 2020, 10, 1365 14 of 16
16. Fabrizio, F.P.; Costantini, M.; Copetti, M.; la Torre, A.; Sparaneo, A.; Fontana, A.; Poeta, L.; Gallucci, M.;
Sentinelli, S.; Graziano, P.; et al. Keap1/Nrf2 pathway in kidney cancer: Frequent methylation of KEAP1
gene promoter in clear renal cell carcinoma. Oncotarget 2017, 8, 11187–11198. [CrossRef]
17. Cuadrado, A.; Rojo, A.I.; Wells, G.; Hayes, J.D.; Cousin, S.P.; Rumsey, W.L.; Attucks, O.C.; Franklin, S.;
Levonen, A.L.; Kensler, T.W.; et al. Therapeutic targeting of the NRF2 and KEAP1 partnership in chronic
diseases. Nat. Rev. Drug Discov. 2019, 18, 295–317. [CrossRef]
18. Ren, D.; Villeneuve, N.F.; Jiang, T.; Wu, T.; Lau, A.; Toppin, H.A.; Zhang, D.D. Brusatol enhances the efficacy
of chemotherapy by inhibiting the Nrf2-mediated defense mechanism. Proc. Natl. Acad. Sci. USA 2011, 108,
1433–1438. [CrossRef]
19. Tang, X.; Wang, H.; Fan, L.; Wu, X.; Xin, A.; Ren, H.; Wang, X.J. Luteolin inhibits Nrf2 leading to negative
regulation of the Nrf2/ARE pathway and sensitization of human lung carcinoma A549 cells to therapeutic
drugs. Free Radic. Biol. Med. 2011, 50, 1599–1609. [CrossRef]
20. Singh, A.; Venkannagari, S.; Oh, K.H.; Zhang, Y.Q.; Rohde, J.M.; Liu, L.; Nimmagadda, S.; Sudini, K.;
Brimacombe, K.R.; Gajghate, S.; et al. Small Molecule Inhibitor of NRF2 Selectively Intervenes Therapeutic
Resistance in KEAP1-Deficient NSCLC Tumors. ACS Chem. Biol. 2016, 11, 3214–3225. [CrossRef]
21. Choi, E.J.; Jung, B.J.; Lee, S.H.; Yoo, H.S.; Shin, E.A.; Ko, H.J.; Chang, S.; Kim, S.Y.; Jeon, S.M. A clinical drug
library screen identifies clobetasol propionate as an NRF2 inhibitor with potential therapeutic efficacy in
KEAP1 mutant lung cancer. Oncogene 2017, 36, 5285–5295. [PubMed]
22. Yu, D.; Liu, Y.; Zhou, Y.; Ruiz-Rodado, V.; Larion, M.; Xu, G.; Yang, C. Triptolide suppresses IDH1-mutated
malignancy via Nrf2-driven glutathione metabolism. Proc. Natl. Acad. Sci. USA 2020, 117, 9964–9972.
[CrossRef]
23. Lee, J.M.; Chan, K.; Kan, Y.W.; Johnson, J.A. Targeted disruption of Nrf2 causes regenerative immune-mediated
hemolytic anemia. Proc. Natl. Acad. Sci. USA 2004, 101, 9751–9756. [PubMed]
24. Thimmulappa, R.K.; Lee, H.; Rangasamy, T.; Reddy, S.P.; Yamamoto, M.; Kensler, T.W.; Biswal, S. Nrf2 is a
critical regulator of the innate immune response and survival during experimental sepsis. J. Clin. Investig.
2006, 116, 984–995. [CrossRef] [PubMed]
25. Zhang, D.; Rennhack, J.; Andrechek, E.R.; Rockwell, C.E.; Liby, K.T. Identification of an Unfavorable Immune
Signature in Advanced Lung Tumors from Nrf2-Deficient Mice. Antioxid. Redox Signal. 2018, 29, 1535–1552.
[CrossRef]
26. Zhang, Q.; Zhang, Z.Y.; Du, H.; Li, S.Z.; Tu, R.; Jia, Y.F.; Zheng, Z.; Song, X.M.; Du, R.L.; Zhang, X.D. DUB3
deubiquitinates and stabilizes NRF2 in chemotherapy resistance of colorectal cancer. Cell Death Differ 2019,
26, 2300–2313. [PubMed]
27. Chang, L.C.; Fan, C.W.; Tseng, W.K.; Chen, J.R.; Chein, H.P.; Hwang, C.C.; Hua, C.C. Immunohistochemical
study of the Nrf2 pathway in colorectal cancer: Nrf2 expression is closely correlated to Keap1 in the tumor
and Bach1 in the normal tissue. Appl. Immunohistochem. Mol. Morphol. 2013, 21, 511–517. [CrossRef]
28. Ji, L.; Wei, Y.; Jiang, T.; Wang, S. Correlation of Nrf2, NQO1, MRP1, cmyc and p53 in colorectal cancer and
their relationships to clinicopathologic features and survival. Int. J. Clin. Exp. Pathol. 2014, 7, 1124–1131.
29. Chang, L.C.; Fan, C.W.; Tseng, W.K.; Chein, H.P.; Hsieh, T.Y.; Chen, J.R.; Hwang, C.C.; Hua, C.C. The Ratio
of Hmox1/Nrf2 mRNA Level in the Tumor Tissue Is a Predictor of Distant Metastasis in Colorectal Cancer.
Dis. Mark. 2016, 2016, 8143465.
30. Lin, P.L.; Chang, J.T.; Wu, D.W.; Huang, C.C.; Lee, H. Cytoplasmic localization of Nrf2 promotes colorectal
cancer with more aggressive tumors via upregulation of PSMD4. Free Radic. Biol. Med. 2016, 95, 121–132.
31. Sadeghi, M.R.; Jeddi, F.; Soozangar, N.; Somi, M.H.; Shirmohamadi, M.; Khaze, V.; Samadi, N.
Nrf2/P-glycoprotein axis is associated with clinicopathological characteristics in colorectal cancer.
Biomed. Pharm. 2018, 104, 458–464. [CrossRef] [PubMed]
32. Shen, C.J.; Lin, P.L.; Lin, H.C.; Cheng, Y.W.; Huang, H.S.; Lee, H. RV-59 suppresses cytoplasmic Nrf2-mediated
5-fluorouracil resistance and tumor growth in colorectal cancer. Am. J. Cancer Res. 2019, 9, 2789–2796.
[PubMed]
33. Hammad, A.; Zheng, Z.H.; Gao, Y.; Namani, A.; Shi, H.F.; Tang, X. Identification of novel Nrf2 target genes as
prognostic biomarkers in colitis-associated colorectal cancer in Nrf2-deficient mice. Life Sci. 2019, 238, 116968.
[CrossRef] [PubMed]
34. Kemmerer, Z.A.; Ader, N.R.; Mulroy, S.S.; Eggler, A.L. Comparison of human Nrf2 antibodies: A tale of two
proteins. Toxicol. Lett. 2015, 238, 83–89. [CrossRef]
Biomolecules 2020, 10, 1365 15 of 16
35. Bar-Peled, L.; Kemper, E.K.; Suciu, R.M.; Vinogradova, E.V.; Backus, K.M.; Horning, B.D.; Paul, T.A.;
Ichu, T.A.; Svensson, R.U.; Olucha, J.; et al. Chemical Proteomics Identifies Druggable Vulnerabilities in a
Genetically Defined Cancer. Cell 2017, 171, 696–709, e623. [CrossRef]
36. Romero, R.; Sayin, V.I.; Davidson, S.M.; Bauer, M.R.; Singh, S.X.; LeBoeuf, S.E.; Karakousi, T.R.; Ellis, D.C.;
Bhutkar, A.; Sanchez-Rivera, F.J.; et al. Keap1 loss promotes Kras-driven lung cancer and results in
dependence on glutaminolysis. Nat. Med. 2017, 23, 1362. [CrossRef]
37. Sayin, V.I.; LeBoeuf, S.E.; Singh, S.X.; Davidson, S.M.; Biancur, D.; Guzelhan, B.S.; Alvarez, S.W.; Wu, W.L.;
Karakousi, T.R.; Zavitsanou, A.M.; et al. Activation of the NRF2 antioxidant program generates an imbalance
in central carbon metabolism in cancer. Elife 2017, 6, e28083. [CrossRef]
38. Kang, Y.P.; Torrente, L.; Falzone, A.; Elkins, C.M.; Liu, M.; Asara, J.M.; Dibble, C.C.; DeNicola, G.M. Cysteine
dioxygenase 1 is a metabolic liability for non-small cell lung cancer. Elife 2019, 8, e45572. [CrossRef]
39. Hayes, J.D.; Dinkova-Kostova, A.T. Oncogene-Stimulated Congestion at the KEAP1 Stress Signaling Hub
Allows Bypass of NRF2 and Induction of NRF2-Target Genes that Promote Tumor Survival. Cancer Cell 2017,
32, 539–541. [CrossRef]
40. Torrente, L.; Sanchez, C.; Moreno, R.; Chowdhry, S.; Cabello, P.; Isono, K.; Koseki, H.; Honda, T.; Hayes, J.D.;
Dinkova-Kostova, A.T.; et al. Crosstalk between NRF2 and HIPK2 shapes cytoprotective responses. Oncogene
2017, 36, 6204–6212. [CrossRef]
41. Honda, T.; Sundararajan, C.; Yoshizawa, H.; Su, X.; Honda, Y.; Liby, K.T.; Sporn, M.B.; Gribble, G.W. Novel
tricyclic compounds having acetylene groups at C-8a and cyano enones in rings A and C: Highly potent
anti-inflammatory and cytoprotective agents. J. Med. Chem. 2007, 50, 1731–1734. [CrossRef] [PubMed]
42. Bertrand, H.C.; Schaap, M.; Baird, L.; Georgakopoulos, N.D.; Fowkes, A.; Thiollier, C.; Kachi, H.;
Dinkova-Kostova, A.T.; Wells, G. Design, Synthesis, and Evaluation of Triazole Derivatives That Induce Nrf2
Dependent Gene Products and Inhibit the Keap1-Nrf2 Protein-Protein Interaction. J. Med. Chem. 2015, 58,
7186–7194. [CrossRef] [PubMed]
43. Pemovska, T.; Kontro, M.; Yadav, B.; Edgren, H.; Eldfors, S.; Szwajda, A.; Almusa, H.; Bespalov, M.M.;
Ellonen, P.; Elonen, E.; et al. Individualized systems medicine strategy to tailor treatments for patients with
chemorefractory acute myeloid leukemia. Cancer Discov. 2013, 3, 1416–1429. [CrossRef] [PubMed]
44. Potdar, S.; Ianevski, A.; Mpindi, J.P.; Bychkov, D.; Fiere, C.; Ianevski, P.; Yadav, B.; Wennerberg, K.;
Aittokallio, T.; Kallioniemi, O.; et al. Breeze: An integrated quality control and data analysis application for
high-throughput drug screening. Bioinformatics 2020, 36, 3602–3604. [CrossRef] [PubMed]
45. Yadav, B.; Pemovska, T.; Szwajda, A.; Kulesskiy, E.; Kontro, M.; Karjalainen, R.; Majumder, M.M.; Malani, D.;
Murumagi, A.; Knowles, J.; et al. Quantitative scoring of differential drug sensitivity for individually
optimized anticancer therapies. Sci. Rep. 2014, 4, 5193. [CrossRef]
46. Colaprico, A.; Silva, T.C.; Olsen, C.; Garofano, L.; Cava, C.; Garolini, D.; Sabedot, T.S.; Malta, T.M.;
Pagnotta, S.M.; Castiglioni, I.; et al. TCGAbiolinks: An R/Bioconductor package for integrative analysis of
TCGA data. Nucleic Acids Res. 2016, 44, e71. [CrossRef]
47. Levings, D.C.; Wang, X.; Kohlhase, D.; Bell, D.A.; Slattery, M. A distinct class of antioxidant response elements
is consistently activated in tumors with NRF2 mutations. Redox Biol. 2018, 19, 235–249. [CrossRef]
48. DeNicola, G.M.; Chen, P.H.; Mullarky, E.; Sudderth, J.A.; Hu, Z.; Wu, D.; Tang, H.; Xie, Y.; Asara, J.M.;
Huffman, K.E.; et al. NRF2 regulates serine biosynthesis in non-small cell lung cancer. Nat. Genet. 2015, 47,
1475–1481. [CrossRef]
49. Adorno, M.; Cordenonsi, M.; Montagner, M.; Dupont, S.; Wong, C.; Hann, B.; Solari, A.; Bobisse, S.;
Rondina, M.B.; Guzzardo, V.; et al. A Mutant-p53/Smad complex opposes p63 to empower TGFbeta-induced
metastasis. Cell 2009, 137, 87–98. [CrossRef]
50. Arlt, A.; Bauer, I.; Schafmayer, C.; Tepel, J.; Muerkoster, S.S.; Brosch, M.; Roder, C.; Kalthoff, H.; Hampe, J.;
Moyer, M.P.; et al. Increased proteasome subunit protein expression and proteasome activity in colon cancer
relate to an enhanced activation of nuclear factor E2-related factor 2 (Nrf2). Oncogene 2009, 28, 3983–3996.
[CrossRef]
51. Hu, T.; Yao, Y.; Yu, S.; Guo, H.; Han, L.; Wang, W.; Tian, T.; Hao, Y.; Liu, Z.; Nan, K.; et al. Clinicopathologic
significance of CXCR4 and Nrf2 in colorectal cancer. J. Biomed. Res. 2013, 27, 283–290. [PubMed]
52. Howard, S.; Berdini, V.; Boulstridge, J.A.; Carr, M.G.; Cross, D.M.; Curry, J.; Devine, L.A.; Early, T.R.; Fazal, L.;
Gill, A.L.; et al. Fragment-based discovery of the pyrazol-4-yl urea (AT9283), a multitargeted kinase inhibitor
with potent aurora kinase activity. J. Med. Chem. 2009, 52, 379–388. [PubMed]
Biomolecules 2020, 10, 1365 16 of 16
53. Dawson, M.A.; Curry, J.E.; Barber, K.; Beer, P.A.; Graham, B.; Lyons, J.F.; Richardson, C.J.; Scott, M.A.;
Smyth, T.; Squires, M.S.; et al. AT9283, a potent inhibitor of the Aurora kinases and Jak2, has therapeutic
potential in myeloproliferative disorders. Br. J. Haematol. 2010, 150, 46–57. [PubMed]
54. Tanaka, R.; Squires, M.S.; Kimura, S.; Yokota, A.; Nagao, R.; Yamauchi, T.; Takeuchi, M.; Yao, H.; Reule, M.;
Smyth, T.; et al. Activity of the multitargeted kinase inhibitor, AT9283, in imatinib-resistant BCR-ABL-positive
leukemic cells. Blood 2010, 116, 2089–2095. [PubMed]
55. Santo, L.; Hideshima, T.; Cirstea, D.; Bandi, M.; Nelson, E.A.; Gorgun, G.; Rodig, S.; Vallet, S.; Pozzi, S.;
Patel, K.; et al. Antimyeloma activity of a multitargeted kinase inhibitor, AT9283, via potent Aurora kinase
and STAT3 inhibition either alone or in combination with lenalidomide. Clin. Cancer Res. Off. J. Am. Assoc.
Cancer Res. 2011, 17, 3259–3271.
56. Qi, W.; Liu, X.; Cooke, L.S.; Persky, D.O.; Miller, T.P.; Squires, M.; Mahadevan, D. AT9283, a novel aurora
kinase inhibitor, suppresses tumor growth in aggressive B-cell lymphomas. Int. J. Cancer 2012, 130, 2997–3005.
[PubMed]
57. Petersen, W.; Liu, J.; Yuan, L.; Zhang, H.; Schneiderjan, M.; Cho, Y.J.; MacDonald, T.J. Dasatinib suppression
of medulloblastoma survival and migration is markedly enhanced by combining treatment with the aurora
kinase inhibitor AT9283. Cancer Lett. 2014, 354, 68–76.
58. Moawad, E.Y. Optimizing and predicting the in vivo activity of AT9283 as a monotherapy and in combination
with paclitaxel. J. Gastrointest. Cancer 2015, 46, 380–389.
59. Arkenau, H.T.; Plummer, R.; Molife, L.R.; Olmos, D.; Yap, T.A.; Squires, M.; Lewis, S.; Lock, V.; Yule, M.;
Lyons, J.; et al. A phase I dose escalation study of AT9283, a small molecule inhibitor of aurora kinases,
in patients with advanced solid malignancies. Ann. Oncol. 2012, 23, 1307–1313.
60. Dent, S.F.; Gelmon, K.A.; Chi, K.N.; Jonker, D.J.; Wainman, N.; Capier, C.A.; Chen, E.X.; Lyons, J.F.; Seymour, L.
NCIC CTG IND.181: Phase I study of AT9283 given as a weekly 24 hour infusion in advanced malignancies.
Investig. New Drugs 2013, 31, 1522–1529.
61. Foran, J.; Ravandi, F.; Wierda, W.; Garcia-Manero, G.; Verstovsek, S.; Kadia, T.; Burger, J.; Yule, M.; Langford, G.;
Lyons, J.; et al. A phase I and pharmacodynamic study of AT9283, a small-molecule inhibitor of aurora
kinases in patients with relapsed/refractory leukemia or myelofibrosis. Clin. Lymphoma Myeloma Leuk. 2014,
14, 223–230. [CrossRef] [PubMed]
62. Moreno, L.; Marshall, L.V.; Pearson, A.D.; Morland, B.; Elliott, M.; Campbell-Hewson, Q.; Makin, G.;
Halford, S.E.; Acton, G.; Ross, P.; et al. A phase I trial of AT9283 (a selective inhibitor of aurora kinases) in
children and adolescents with solid tumors: A Cancer Research UK study. Clin. Cancer Res. Off. J. Am. Assoc.
Cancer Res. 2015, 21, 267–273. [CrossRef] [PubMed]
63. Hay, A.E.; Murugesan, A.; DiPasquale, A.M.; Kouroukis, T.; Sandhu, I.; Kukreti, V.; Bahlis, N.J.; Lategan, J.;
Reece, D.E.; Lyons, J.F.; et al. A phase II study of AT9283, an aurora kinase inhibitor, in patients with relapsed
or refractory multiple myeloma: NCIC clinical trials group IND.191. Leuk. Lymphoma 2016, 57, 1463–1466.
[CrossRef] [PubMed]
64. Duong, J.K.; Griffin, M.J.; Hargrave, D.; Vormoor, J.; Edwards, D.; Boddy, A.V. A population pharmacokinetic
model of AT9283 in adults and children to predict the maximum tolerated dose in children with leukaemia.
Br. J. Clin. Pharm. 2017, 83, 1713–1722. [CrossRef] [PubMed]
65. Vormoor, B.; Veal, G.J.; Griffin, M.J.; Boddy, A.V.; Irving, J.; Minto, L.; Case, M.; Banerji, U.; Swales, K.E.;
Tall, J.R.; et al. A phase I/II trial of AT9283, a selective inhibitor of aurora kinase in children with relapsed
or refractory acute leukemia: Challenges to run early phase clinical trials for children with leukemia.
Pediatr. Blood Cancer 2017, 64, 6. [CrossRef]
66. Sekhar, K.R.; Rachakonda, G.; Freeman, M.L. Cysteine-based regulation of the CUL3 adaptor protein Keap1.
Toxicol. Appl. Pharm. 2010, 244, 21–26. [CrossRef]
© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).
